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The fluorescence intensity decay of protein is easily measurable and reports on the intrinsic fluorophore-local 
environment interactions on the sub-nm spatial and sub-ns temporal scales, which are consistent with protein ac-
tivity in numerous biomedical and industrial processes. This makes time-resolved fluorescence a perfect tool for 
understanding, monitoring and controlling these processes at the molecular level, but the complexity of the decay, 
which has been traditionally fitted to multi-exponential functions, has hampered the development of this tech-
nique over the last few decades. Using the example of tryptophan in HSA we present the alternative to the con-
ventional approach to modelling intrinsic florescence intensity decay in protein where the key factors determining 
fluorescence decay, i.e. the excited-state depopulation and the dielectric relaxation [Toptygin, Brand, 
Chem.Phys.Lett. (2000) 322:496-502], are represented by the individual relaxation functions. This allows quanti-
fication of the both effects separately by determining their parameters from the global analysis of a series of fluo-
rescence intensity decays measured at different detection wavelengths. Moreover, certain pairs of the recovered 
parameters of tryptophan were found to be correlated, indicating the influence of the dielectric relaxation on the 
transient rate of the electronic transitions. In this context the potential for the dual excited state depopulation 
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HSA and the phosphate buffer were purchased from Sigma-Aldrich (Poole, UK). The 3x10-5 M HSA solution in 
0.01 M phosphate buffer, pH7.4 has been prepared on the day of measurements. The time-correlated single pho-
ton counting (TCSPC)-based the Fluorocube fluorescence lifetime system (Horiba Jobin Yvon IBH, Glasgow, 
UK) has been used to record the fluorescence decays. An AlGaN version of a pulse light emitting diode working 
at 295 nm [26] and 1 MHz repetition rate has been used to excite the Trp directly. A polarizer of vertical orienta-
tion in the excitation channel and the other at the magic angle in the detection channel were used. Measurements 
were taken for the temperatures 10qC to 60qC with the 10 degrees steps by using the temperature-controlled sam-
ple holder connected to a Neslab RTE11 thermostat (Thermo Scientific UK). For each temperature, the detection 
wavelengths have been changed from 330 nm to 360 nm with 5 nm increments.  
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Fluorescence decays were analysed by two deconvolution procedures, first assuming the model given by eqtn (3), 
the second explored the dependence (4). In both cases, the experimental decays were expressed as 
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where L(t) is the prompt excitation function, a, b, and c are the background level, contribution of the scattered 
OLJKWDQGWKHVFDOLQJSDUDPHWHUUHVSHFWLYHO\DQGǻLVWKHWLPH-shift between the prompt and decay curves due to 
the colour effect of the light detector and finite channel width of the time axis. I(t) represents the model decay 
given by eqtn (3) or (4). 
The parameters of model (3) were obtained from the deconvolution procedure described elsewhere [19] by mini-
mising the F2 goodness-of-fit criterion. The model (4) has been investigated by global deconvolution analysis, 
where a number of the decays measured for the different detection wavelengths were fitted jointly.   
Global analysis was performed by optimisation of the F2 goodness of fit criterion over the full set of data from all 
available fluorescence profiles measured at a range of wavelengths at the same time. The function S(Q(t)) repre-
senting the distribution of fluorescence transitions has been modelled by the Gaussian distribution. The parame-
ters of model (4) remained common for all detection wavelengths. The parameters of the functions (5) and (6) 
were fitted during the procedure, while the peak initial and final wavenumbers Q0=28635 cm-1 and Qf=28247 cm-1 
were estimated from the Otosu et al. paper [15] for the HSA data studied at pH 7 in order to ensure the consist-
ence of our analysis with the former precise measurements of the transient emission spectra of HSA. The tech-
nical parameters of (7) (a, b, c DQGǻZHUHILWWHGLQGLYLGXDOO\IRUHDFKGHFD\7KHF2 goodness-of-fit criterion was 
minimised using the Nelder-Mead optimisation method [27]. Due to the possible existence of local minima, the 
optimisation procedure was performed at least 12 times using randomly generated starting values of the model 
parameters, and the best result was selected as the final estimate of model parameters. Overall computations to 
obtain such an estimate with 12 repetitions take on average 4 hours using a typical desktop computer capable of 
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 WF DF NF WS DS 
WF 1 0.9873 0.7171 0.8913 -0.6284 
DF  1 0.6671 0.8543 -0.6976 
NF   1 0.4873 0.0318 
WS    1 -0.5960 
DS     1 
p-values (significance of the correlation test) 
WF  0.0003 0.1088 0.0171 0.1815 
DF   0.1478 0.0303 0.1234 
NF    0.3269 0.9524 
WS     0.2119 











                            
Fig.1.  The W (a.), D (b.) and N (c.) parameters of the model decay (3) recovered from the HSA fluorescence de-






Fig.2.  The raw decays of HSA fluorescence at 50qC measured at different wavelengths, the fitted functions and 
the distribution of residuals, together with the parameters of the model defined by eqtn (4) recovered in the global 
analysis. Note that the model parameters are common for the all set of decays, and only technical parameters a, b, 





                            
 
Fig.3.  Temperature dependence of the parameters WF and WS (a.), DF and DS (b.) and NF (c.) obtained for the dou-
ble-relaxation  model (4) of fluorescence kinetics, from the global analysis of the series of decays measured at the 




                      
 
Fig.4.  The normalised decays of the excited-state populations )f(t) (a.), and the dielectric relaxation functions 
)s(t) (b.) at different temperatures. 
 
 
 
